from patients diagnosed clinically as suffering from L.G.V. Melczer and Sipos (1937) , reviewing previous results, concluded that antigens varied in their potency according to the amount of virus present. Attempts to overcome this difficulty by preparing antigens from infected mouse brain, or guinea-pig or rabbit lymph nodes were not successful.
PREPARATION OF YOLK-SAC SUSPENSIONS OF VIRUS
Using the method of yolk-sac inoculation, introduced for rickettsia by Cox (1938) , Rake and others (1940) were able to prepare concentrated suspensions of L.G.V. virus for use as antigens.
*Received for publication July 19, 1951 Methods of enhancing the potency of such antigens and increasing their specificity, by extraction with ether (Smadel and others, 1943) , by suspension in 0 5 per cent. phenol saline (Nigg and Bowser, 1943) , and by suspension in phenol saline followed by boiling (Nigg and others, 1946) , were put forward. Bedson (1936) had introduced boiled psittacosis suspensions as antigens, and Bedson and others (1949) found this method equally suitable for L.G.V. virus suspensions. They confirmed the findings of Rake and others (1941) that cross reactions occurred in complement-fixation tests using L.G.V. and psittacosis antigens with their antisera. They showed also that, as well as the group heat-stable antigen, each virus possessed a specific heat-labile antigen. The demonstration of the specific heatlabile antigen required the use of living virus suspensions and serum from which the group antibody had been absorbed. It was not recommended as a routine method for differentiation.
With the introduction of yolk-sac antigens, extensive serological investigations were carried out. Grace and Rake (1943) regarded as positive any serum which fixed complement in a 1/4 or higher dilution, but Knott and others (1943) The preparation of L.G.V. antigen was based on the method of Bedson and others (1949) .
Control normal yolk-sac antigen was prepared similarly from uninoculated yolk-sacs of 10 to 12-day-old eggs. Complement-Fixation Tests.-The method used was that advocated in a monograph entitled " Lymphogranuloma Veneteum" (1943) .* Increasing dilutions of serum were titrated against a single optimal dilution of * Published by E. R. Squibb and Sons, New York. antigen in the presence of two units of complement for 75 minutes at 37°C. Two volumes of a final I per cent. suspension of sensitized sheep cells were then added, and the test re-incubated for 30 minutes at 37°C. A preliminary reading was made and the test allowed to stand overnight at 4°C. before the final reading. Sera were inactivated at 56°C. for 30 minutes before use. Complement consisted of pooled guinea-pig serum preserved by the method of Richardson (1941) . Interpretation of the Test.-An arbitrary scale from 4 (complete fixation) to 0 (complete haemolysis) was used. The titre of a serum was the highest dilution giving 4 or 3 fixation.
Titres of less than 1/20 were regarded as negative, a titre of 1/20 was doubtful except where there was a positive Frei test and histological evidence of infection, and titres of 1/40 or higher were accepted as positive where there was clinical evidence of infection. The titres stated refer to the initial dilutions of serum.
Results
Group L-Of the seventy patients who were under investigation for V.D., 36 were negative, four doubtful, and thirty serologically positive. Only single samples of serum were examined from sixteen of the thirty patients with a positive reaction; of these sixteen, fifteen had a titre of 1/40 or higher and one a titre of 1/20 together with a positive Frei test and histological evidence of infection. From the other fourteen patients, two or more samples of serum were examined at different times with considerable variation in titres, although all at some stage showed titres higher than 1/40.
Details of the thirty serologically positive patients are given in Table I. A Frei test was carried out on seventeen of the thirty serologically positive patients, using as antigen heated yolk-sac suspension of virus prepared by the method of Bedson and others (1949) . As shown in Table II In the four doubtful patients, all of whom had clinical signs suggestive of L.G.V., titres of 1/20 were recorded. Only single samples of serum were obtained from three of the patients, but from the fourth three samples of serum were examined without showing a rise in titre and he was ultimately diagnosed as having syphilis.
The incubation period in the positive cases varied from 5 to 10 days when primary lesions were 
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Groups II, III, and JV.-The examination of sera from these groups was carried out to investigate the amount of L.G.V.-psittacosis group antibody in the selected populations. All sera were initially screened in a 1/5 dilution and those giving a positive reaction were further investigated. Only those having a titre of 1/40 or higher were regarded as specific.
The results of the whole investigation are summarized in Table IV (opposite).
Discussion
The value of the complement-fixation reaction as an aid in the diagnosis of L.G.V. has been sustained.
In Group I the diagnosis was confirmed in thirty cases and was doubtful in four. Among the negative cases were three diagnosed as non-specific inguinal adenitis which may have been L.G.V.
Although a titre of 1/40 has been regarded as beyond the range of non-specific effect, it is preferable to examine repeated samples of serum in making a diagnosis. The titres obtained cover a wide range and it is difficult to assess how far this is due to early and intensive therapy. Treatment does not prevent a rise in antibody level during the course of infection, but if virus is eliminated, as may occur, it hastens the fall in titre of antibody. Wall (1947) , in experiments with mice infected with L.G.V. and treated with sulphonamide, showed that there was a relationship between the antibody level in the serum and the time and duration of therapy. When treatment was early and prolonged no demonstrable antibody was present. Meyer (1948) . considered that the complement-fixation reaction might be a true indication of the presence of virus in the host tissues and might therefore be useful in the evaluation of clinical cure. In chronic cases, e.g. with rectal stricture, a high antibody level is often found, and Rodaniche (1941) showed that virus may persist in infected tissues for many years.
Although a titre of 1/20 may indicate specific infection in association with clinical manifestations or in the early stage of infection, it is often a nonspecific effect unchanged in successive samples of serum, and has been noted in sera from cases of respiratory infection by Smadel (1943) and by Dulaney and Packer (1947) .
Both Rake and others (1941) and Bedson and others (1949) showed that the Frei test was a group effect similar to the complement-fixation reaction. In this series it was less satisfactory than the latter test, and, although it was carried out shortly after the first sample of serum from each case was reported positive, there was no absolute correlation between the result of .the skin test and the serological titre. The results, despite the limited number 
